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The 454 system uses emulsion PCR DNA amplification
combined with pyrosequencing. The 454 instrument uses a 454 Instrument
parallel-processing approach to produce over 300 megabases
(300,000,000 bases) of DNA sequence per 6-hour sequencing run.
This sequencing platform differs fundamentally from Sanger

454 Workflow

Short adaptors (A and B) - specific for both the 3' and 5'
ends - are added to each fragment. The adaptors are
used for purification, amplification, and sequencing
steps. Single-stranded fragments with A and B adaptors
compose the sample library used for subsequent work-
flow steps.
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a single plate during emulsion PCR. Sequencing reaction chemistry
occurs in the 3.6 million wells of an optical fiber slide while being

imaged on the instrument during the run. The method is based on
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Pyrosequencing
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Nucleotides are flowed sequentially across the plate; if a nucleotide comple-
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Sulfurylase: diphosphate + adenylylsulfate (APS)— ATP + SO, (sulfate)
Luciferase: luciferin + ATP— luciferyl adenylate + PPi luciferyl adenylate i
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